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. Regesrch Mapthod

COMPLETE CHECK OQF SAMPLE NO 1
CHECKING ALL OTHER SAMPLES ONt appRarance ang ldentity

Appgarance

Point of fusion
Mattler FP BO/B1, 1 *C minute

ldentity -

Adaorbent Bilica gel F 254

Develtper Hexane ; Acetorne 1 Acetic Acld 100Y% (6014035}
Range 185 em

Delection uv=-1iight 234 om \

i
Weigh out 100 mg of 3-~Indole Butyric Acid. Adg 10 ml of Methasnol and let
digsoive. Apply S microiitres of this solution to the plate, Then apply 5
microlitraes of the standard solutions to the plate. Examine the plate
after developing and drying under UV-light.

Rf 3-Indole Butyric Acid 0,41

'Rf Z-Indola Acetic Acid 0,35

Rf i-Naphthalene Acetle Acld 9.48

Btandard 3-1ndole Acetic Acid : 100 mg in 10 ml of MeXhard!

Standard 3~Indole Butyric Azid: 100 mg in 10 m}l of Metharp!l
' . -
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Assimilate the remnant cobtained Ffrom tha Sulphata Ashes intoe«dd ml of
water. Add 2 ml of a 20% Citric Acld solution and 0.1 ml of Thin.Slycolic
Acid, Mix those ingredients, alkalify with Ammonia 20% and replgeish with
water to 20 mi. *ee’ o
T?ka & r;tandard solution by identically processing & 10 ml Iron solution -
ppm Fed, .
AFter five minutes the intensity of the pink colouration of the sample
solution may not predominpate the celuuraljoun vf the slanderd solulion,
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Resparch Method

Heavy metals .

Weigh wut 1.00 gram of 3-Indole Butyric Acid into a china crucible. Add 4
m] of & solution oFf Magresiun Sulphale 2574 10 2N Bulphuric &AC1d. Ml
with the ald of a glass stick and heat carefully, Let the mixture evap-
orate on a water Lath afler reaching ¢« liguid state. Than burn until &
white ur grey substance is obtained (800 °C),

Moisten the remnant with a few droups of 2N Sulphuric Acid, then evaporate
and burn agsin and let cool down, Asgimllate the remnant with 2 x 3 ml of
2N Hydrochloric Acid,

Add 0.1 ml of a Phwnal Phthalic Acid solution angd replenish with Ammonia
25% until Lhe solution has achromatized. Subseguently add 0.3 ml of Ace-
tic Acid overmeasure,

Filter 1If necessary and thin down with water till reaching & vaolume of 20
mi (i.@. wulution A). Add 12 m)l vf solution A as well as 2 ml of an Acet-
¢!t buffar (pH 3.5) to ..2 ml of & Thio Amide reagent anda intermix. After
¢« . lnules tihe intensity of the tErown colouration may not predom{nate the
colouraliun uf the standard splution, which can be obtained by processing
a mixtureg of 4 ml of a solution of Magnesium Sulphate 23% §n 2N Sulphuric
Acid and 1.0 ml of Lead Nitrate (10 ppm Pb) similar as meonticnéd above
(burn, assimilatp with Hydrochloric Acid, etc). Take 10 ml of Lhis solu-
tion end add 2 m) of the sample solution (j,e. Solution BY. AdA 12 ml of
wolution B tpgether with 2 ml of an Acetate buffer (pH 3.3) to 1.2 ml of
a Thio Amide reagent and intermix. -
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Burn & cruclible at 800 °C, let 1t cocl down and determine the wéight.
WHigh out 1,00 gram of 3-indole Butyric Acid, moisten this with cbncen-
trated Sulphuric fcid and burn again at 800 *C, Repeat moistening with
Sulphuric Aclid and subsegquent burning until maintaining a stable weight,

Prving iloss
[ X X X ]
Shrink 1 gram at 10% °*C until maintaining a stable weight,  eeso’
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Take a 12% migrometar siave, e .
Bift 10 grams of I-lndole Butyric Acid during 3 miAdl¥d. Oetdhmine the
remnant, e P
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3~-INDOLE BUTVYRIC ACID . Iusun No 2 270&B6 B~37-4/5

Researgh Mothod

Grade of 3-Indole Butyric hAcid

Chromatoaraphy

Fractionator 15 em x 4.4 mm Hypersil ODB § micrometers

Mobile phase 0.0025 M Tetra BRButyl Ammenium Bydroxide in &
mixture of Methanol -~ Q.1 M fGodium Acvetate
t21:1B) made up to pH B.0 wivh Acatic Acid JOU
(10,0 ml of O,1M TBAH / 210 ml of Mechanol 7/ Q0
ml of 0.1 M Sodium Acetatw!}

Flow 0.4 m! / min
Deiection Uv 280 Aam 0.1 AU
Printer / Plotter AT = 128

Injection 10 microlitres .

Ratention 3~-Indole Butyric Acld approx. 4 miputes

ngdard: 118715 XF = 99,9

Weigh out aﬁprqx. 50 mg of 3-Indole Butyric Acid irto a 250 ml volumetrit
+lask and determinae the weight exactly, 1hen disgolive in 1o m( of & Math-
annl)/ Q.1 N NaOH mixture (2:1)., Fil]l up with a Metharnn!l / waler mixture
t1:1).

see e
L]

Bemples DUAL . *sees

Weigh out approx. 50 mg of 3-Indole Butyric Aclig into a 250 m! voldealsic
flask and determine the weight wxactly. Then digsolve in 15 ml of & Meth-
??o% / 0.1 N NaOH mixture (2:1). Fill up with a Mathanol fewatar mixture
iy, ™ - o @
a68008
[ ] [ ]
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Determinatign: evese

N L-J [ ]
Infject the standard solution until both the ratention tine"WAld the pulse
tqaa nf 3~Indole Butyric Acid rsmain stable, Then inject the sampld &tflu-
on. (LI 2 R
L X ¥ )
[ N ]
e [ ]
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Phenol Phthalic Aecid solution

Weigh out 100 mg ipto o ml Of Alcohol Fé% and replaenish wilth wates Le
100 ml.

hio Amide = tion

Intermix 0.2 ml of a Thio Amide solution (4%) with a 1 ml mixture of 15
mi of 1M Bodium Hydroxidg, S ml of water and 20 ml of Glycerol. HealL the
solution {n & water bath during 20 seconds and use immediately. Always
prepare Trashly.

Acetate buffer bH 3.5

Dissolve 25 ramg of Ammonium Acetats in 25 ml of water, Acd 38 ml of 7M
Hydrochloric &cid. Maka up to pH 3.% by adding 2M Hydrochloric Acid or SM
Ammorta and regplenish with water to 100 ml.

-

lron Bulohate 1 pom

Welgh oput 0O.B&4 pgram of FeNHa (BOulg.12Ha0 10O a.iboo ml volumetric
flask., Digsolve in 2% ml of 2N Bulphuric Acid and replenish with water to
1?00 ml. Take 1.0 ml of this solution and replenish with water to 100.0
m -

L]

bead Nitrate 19 oom

weigh out 1.5%8 grams of Lead (1)) Nitrate Into & 1000 ml volumetric
flask, Dissolve In water, then replenish with water to 1000 ml. Take 1.9
ml of this solution and replenish with water to 100.0 ml
N * ey
L J
anne

BEST AV/ L ARLE COPY




